Apple chlorotic leaf spot virus (ACLSV) RNA was translated in a rabbit reticulocyte lysate. Two major polypeptides of Mr 105000 (105K) and 51K, and some less prominent polypeptides (88K, 66K, 28K and 23K) were produced. The 23K polypeptide was identified as the coat protein on the basis of its electrophoretic mobility and serological reaction to virus antiserum. Time course and immunoprecipitation experiments suggested that the 23K polypeptide might be generated from the 28K polypeptide by post-translational cleavage.
S h o r t c o m m u n i c a t i o n
Rabbit reticulocyte lysate (Bethesda Research Laboratories, BRL) was used for in vitro translation. Reaction mixtures (usually 30 gl) contained 10 ~tl lysate, 8 ~tM-hemin, 17 ~tg/ml creatine kinase, 10 mM-creatine phosphate, 25 mM-HEPES pH 7.2, 0.3 mM-CaC12, 0.7 mM-EGTA, 0.17 mM-dithiothreitol, 0.3 to 0-5 ~tg ACLSV RNA, 5 gCi [35S]methionine (approx. 1500 Ci/mmol; Amersham) and all other essential amino acids at 50 ~tM. The concentrations of magnesium acetate and potassium acetate were 1 mM and 87 mM, respectively. The mixture was incubated at 30 °C for 1 h and then mixed with an equal volume of 4~ SDS, 2~ 2-mercaptoethanol, 100 m~-Tris-HC1 pH8-8, 30% sucrose and heated at 100 °C for 5 min (Shirako & Ehara, 1986) . The translation products were analysed by electrophoresis in a 10 to 20% linear gradient polyacrylamide-SDS gel using the buffer system of Laemmli (1970) were used as size standards. For fluorography, gels were soaked in 1 M-sodium salicylate for 60 min, dried onto Whatman 3MM paper, and exposed to Fuji RX X-ray film at -80 °C for 2 days (Shirako & Ehara, 1986) . In the rabbit reticulocyte lysate, ACLSV RNA directed the synthesis of two major polypeptides of estimated Mr 105K and 51K, and some less prominent polypeptides of 88K, 66K, 28K and 23K (Fig. 2, lane 2) . As the maximum coding capacity of the ACLSV genome (in one frame) is about 260K, some of these polypeptides may be readthrough products or precursors of other polypeptides. The electrophoretic mobility of the 23K polypeptide was the same as that of ACLSV coat protein. Immunoprecipitation of translation products according to Dougherty & Hiebert (1980) , using antiserum against ACLSV (titre 1:1024 in microprecipitation) and formalin-fixed Staphylococcus aureus cells (BRL), showed that antiserum selectively precipitated the 23K and 28K polypeptides (Fig. 2, lane 3) . No translation products were precipitated with preimmune serum (Fig. 2, lane 4) .
The time course of appearance of ACLSV RNA-directed translation products was analysed. Samples were withdrawn from a reaction mixture at different times after starting the reaction and electrophoresed in SDS-polyacrylamide gel. Fig. 3 shows the sequential appearance of the translation products. A polypeptide of 28K was the first product after 10 min incubation. Polypeptides of 88K, 66K and 51K appeared after 20 min incubation and a 105K polypeptide after 40 min incubation (Fig. 3) . The incorporation of methionine into the 51K polypeptide appeared to continue even after 120 min incubation (data not shown), whereas that into 105K, 88K and 66K did not change between 60 min and 120 min of incubation. The accumulation of the 23K polypeptide, which continued gradually during incubation, appeared to be inversely proportional to that of the 28K polypeptide, which decreased after 30 min incubation (Fig. 4) , suggesting that the 23K polypeptide might be generated from the 28K polypeptide by posttranslational cleavage. The data presented here indicated that A C L S V R N A had messenger R N A activity and directed the synthesis of two major and some less p r o m i n e n t polypeptides including the 23K coat protein in a rabbit reticulocyte lysate. N o r t h e r n blot hybridization using c D N A clones representing different regions of the A C L S V genome indicated that R N A prepared from purified virus particles did not contain detectable levels of subgenomic R N A s . These results, however, do not indicate directly that coat protein and some other products were translated from genomic R N A , as it is possible that scarce but very active subgenomic m R N A s existed in the preparations, or that fragmented genomic R N A s acted as messengers. Analysis of virus-specific R N A s in infected leaves, which should provide further information on the gene expression strategies of this virus, is presently under study.
